Cells were plated in 6-well plates, and the positive control was induced with 250 μg/mL 5-FU.
PA, USA). Cell nuclei were stained with DAPI (ThermoFisher, Waltham, MA, USA) before observation by a fluorescence microscope.
Transmission electron microscopy (TEM)
Cells were harvested and immediately fixed by immersion in 0.1 M phosphate buffer (pH 7.4) containing 2% glutaraldehyde and 2.0% osmium tetroxide. After subsequent washes with phosphate buffer and dehydration through a graded ethanol series, each sample was infiltrated and embedded in epoxy resin. Samples were cut into thin sections, which were mounted on filmed copper grids and stained with uranyl acetate and lead citrate. Grids were examined on a transmission electron microscope.
Western blotting analysis
The protein concentrations were measured with the Pierce BCA Protein Assay Kit (ThermoFisher). Whole-cell protein lysates were separated by SDS-PAGE and then transferred to a PVDF membrane. The membrane was blocked with 5% milk and then incubated with one of the following primary antibodies: anti-UQCRC1 (Proteintech), anti-Akt (Phospho-Ser473) (Signalway Antibody, College Park, Maryland, USA), anti-Akt (Signalway Antibody) or anti-PANX1 (Signalway antibody). Equal protein sample loading was confirmed using an anti-β-actin antibody (Sigma-Aldrich, St. Louis, MO, USA) antibody.
Detection of complex III activity
Briefly, the activity of mitochondrial complex III was determined in a reaction mixture containing 25 mM KH 2 PO 4 pH 7.4, 0.05% Tween-20, 4 μM rotenone, and 250 μM fresh decylubiquinone solution. A total of 100 μg isolated mitochondria were coincubated with 250 μM cyt c in the reaction buffer in the presence or absence of 2.5 mM complex III specific inhibitor antimycin A at 37 °C. Mitochondrial complex III specific activity was calculated by the linear increase of the cyt cox absorbance at 550 nm in a kinetic spectrophotometer. The final data were normalized by protein amount to express the activity as OD/min/mg protein. Table S1 . Primers used in this study Primers name Sequences Relative mRNA levels of P2Y11 in UQCRC1-overexpressing PANC-1 and CFPAC-1 cells (n = 3).
*P < 0.05; **P < 0.01; ***P < 0.001. TEM analysis of mitochondria (black arrow) and autolysosomes (red arrow) affected by UQCRC1 downregulation in PANC-1 cells (n = 6). (E) Quantification of TEM data as the number of autolysosomes in the PANC-1-shUQCRC1 and control cells. *P < 0.05; **P < 0.01; ***P < 0.001.
